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Animals Covered 
By The Animal 
Welfare Regulations 


0. Nurrber of 
animals being 
bred. 

conditioned, or 

held for use in 
leacfiing. lesOng. 
experiments, 
research, or 
surgery but not 

yeltised for such 
purposes^ 


Number of 
animals upon 
yi/hich teaching, 
research, 
experiments, or 
tests were 

conducted 

involving no 
pain, distress, or 
use of pain- 


•;;Hach addjnal shpets ifnecess^ 

Tlumber"onrarnal5upon 1 t 
which experiments, 
leeching, research, 

surgery, or tests were 

conducted involving 
accompanying pain or 

distress to the animals 
and for which appropnate 

anesthetic, analgesic, or 

irangmlizlng drugs were 

used. 


Of use APHIS F 0^7023A ) 

Number of animals or^Mts^were 

experiments. ® ^n^y,ng pain or distress 

conducted involving ac“^F ^ , appropriate 

,0 the animals “in^d-^ would 

interpretation of the explanation of 

experiments. ^ pr disiress in these 

m„sl be attached to this roponL 


total no. 
OF animals 

(Cols. C ♦ 

D*E) 
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13 other Animals 
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Species; Guln63 PiQS 

Guinea pigs in Cat E; 791 

Procedure ~ ^ j _ Diphtheria Toxin is used to quantity the toxin 

^ -t fa 'h hatch of diohtheria toxin manufactured at the Massachusetts Biologic 

utusX one measure of toxin potency^ The test uses three guraea p.gs; each ts given a 
i s rthP Hoses are 1 3 and 5 ml) of a diluted diphthena toxin preparation. The 

dilution of the^xin is based on an in vitro measurement of toxin antigenicity versus a 
standardized anti-serum to diphtheria toxin. Guinea pigs are observed tivice daily for 
svmproms^^^^^^^^ intoxLtion or death for up to five days after 'nocukt-m The 
FDA requirement for diphtheria toxin intended for use m the manufacture of diphtheria 

wxoid vaccine is that the minimum volume of toxin ”1, Each 

Havs of iniection into the animal corresponds to a value of > 400 MLD/ml ot toxin, tac 
Lmh of diphtheria toxin intended for use in MBL vaccine manufacturing must meet this 

toxicity requirement. 

instifir^ition whv oain or distress could_not_ be reduced or eliminate d 
SefpigfSaL wiZa sufficient amo ^inr^n^iH exh^it syr^s of 
diohtheria^toxicity or possibly death by the 96-hour endpoint of the assay. However 
symptoms alone cannot be used as an endpoint to assess assay validity or toxin potency. 
.Miy^use of pain-relieving drugs would interfere with the results of the assay. 

lot of Diphtheria toxin pass the ^inimum Leth^‘ ^ 
criteria as described in the NIH Minimum Requirements; Section 1.3, 4 revision dat 
M^rch I 1947 before it can be released for further manufacturing to produce vaccine. 


The Immunoglobulin Diphtheria Potency Test is used to measure the amount of antibody 
to diphtheria toxin (anti-toxin) in human immunoglobulin preparations. The FDA 
reauires that any immunoglobulin released and distributed for human use have no less 
Zn "anSxrum.^ml. Guinea pigs are used in ,he lest. The control 
of a standard diphtheria toxin mixed with an FDA reference anti-toxm unit/ml, the test is 
a known amount of standard diphtheria toxin mixed with the immunoglobulin under tes 
Both mixtures are incubated for one to six hours so that the anubody can neutralize the 
effects of the toxin. The mixtures are injected subcutaneously into two ^^‘"ea pigs cac 
The two animals injected with the mixture of the standard diphtheria toxin and FDA 


I 
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Registration Number: 14-R-0035 
.efcence anti-toxin .us, die within 

of immunoglobulin ptoduc, and a f f'^';,“„; 7 "J“Each lo, of vaccine 

tectX 21CFR 640. 104, before it can be released tor d.stnbuuon. 

If there is not enough anti-toxin pr designed so that the 

animals will die from the effects of ip en . iQj^ggj- Four to five 

controls will die within 96 hours an ® mixture all survivors are euthanized, 

days after injection of the because they may interfere with the detection of 

SXSiS.” " ^ 

assay. 

Federal regulation required Uv thp FDA for immune globulin. 

The only test for animal model described in NIH Minimum 


Procedure 3 ^ r,n all lots of vaccine intended for 

The Diphtheria !77pii U immu^zed subcutaneously with 0.5 mL 

use in humans. A group of eig P S after immunization blood is 

of vaccine or 2.0 ml of its precursor oxo ^ animals are pooled and 

drawn intracardially from anesthetized of diphLria 

dilutions of the serum pool am % 7 l m the^oxin is 

toxin. The ability of antibodies in t e ^ g^^^j^gally into pairs from another 

measured by injecting the toxin, serum - • „ -,^5 precursor toxoid are calculated 

released for distribution. 

s^mfiaiusufuaiK^^^ 
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MeraLregulAtJPJLrpdre . .• vaccine pass the animal protection potency 

before the lot can be released for distribution. 


Procedur e . quantify the toxin 

r:reir;“ 

standardized f 

“he cSeria established in the NIH (FDA) guidelines for tetanus toxoid 

vaccines 

f oV?a“ » 'he -suits of .he assay because 1) 

t^^trchernTe did not use then., and 2) dntg use ntay alter the ttme- 

of-death and, thus, the MLD determination. 
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FetoLreguLatlQiLteguiI^ Minimum Requirements for Tetanus Toxoid. 

The test is petformed accotd.ng to tl e N H product license for 

lest is required for each lot of vaccine intended for huntan use. No 
alternative method is available. 


Species: HsmstGrs 

Total Number in Cat E: 140 

Sfmiiiflicile is a gram positive anaerobic baciHus^oh is 
huntauLnoclonalantib^^^ 

our anti-toxin B monoclonal antibodies. 

P™xide.,dsnsifi£j^ 

lilliissssi 

associated vvith the disease. Once overt symptoms appear m the ^ Y 

•thin 1 '> hours As such euthanasia is preferable to the administration of 
L” ^ anintals as ategory E except those which .e not 

ttedireL (i-e„ coLols). These control anintals are hsted as Category C. 


Federal rc giilalionigflukgd 
None. 
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